Background: Ethnic differences exist in the frequencies of genetic variations that contribute to the risk of common disease. This study aimed to analyse the distribution of several genes, previously associated with susceptibility to type 2 diabetes and obesity-related phenotypes, in a Kazakh population. Methods: A total of 966 individuals belonging to the Kazakh ethnicity were recruited from an outpatient clinic. We genotyped 41 common single nucleotide polymorphisms (SNPs) previously associated with type 2 diabetes in other ethnic groups and 31 of these were in Hardy-Weinberg equilibrium. The obtained allele frequencies were further compared to publicly available data from other ethnic populations. Allele frequencies for other (compared) populations were pooled from the haplotype map (HapMap) database. Principal component analysis (PCA), cluster analysis, and multidimensional scaling (MDS) were used for the analysis of genetic relationship between the populations. Results: Comparative analysis of allele frequencies of the studied SNPs showed significant differentiation among the studied populations. The Kazakh population was grouped with Asian populations according to the cluster analysis and with the Caucasian populations according to PCA. According to MDS, results of the current study show that the Kazakh population holds an intermediate position between Caucasian and Asian populations. Conclusion: A high percentage of population differentiation was observed between Kazakh and world populations. The Kazakh population was clustered with Caucasian populations, and this result may indicate a significant Caucasian component in the Kazakh gene pool.
Introduction
Diabetes is a chronic endocrine disease characterized by increased blood sugar as a result of absolute or relative deficiency of insulin, a hormone secreted by the pancreas. The disease leads to many types of metabolic disturbances, vascular disease, nervous system disease, as well as disorders of other organs and systems, with severe complications: blindness, kidney failure, gangrene and leg amputation, infarction, and stroke. Worldwide, diabetes is ranked as the third most common cause of death.
Dovepress

378
sikhayeva et al origins of type 2 diabetes mellitus (T2DM) was achieved using genome-wide association studies (GWAS) on different populations. 3 However, positive and negative associations should be evaluated in other ethnic populations because of ethnic differences in the frequencies of genetic variations and differences in the contribution of environmental factors. [4] [5] [6] [7] Many genes are currently associated with a risk of T2DM development, although the exact molecular mechanism remains largely unknown. Genetic variations in any of these genes may change the features of metabolic disorders and diseases. The first step of such research is the study of allele frequency of different genes involved in T2DM susceptibility in the population. Allele distribution is well studied in Caucasian populations; however, allele distribution in populations of Central Asia is poorly understood. It is worth mentioning that allele frequency may depend on racial and ethnic background as well as geographical area. 8 Furthermore, according to Chen et al, 9 T2DM showed a significant differentiation of risk allele frequencies among diverse populations and among 12 common diseases. 9 In this study, we aimed to analyze the allele frequencies of several genes previously identified, by GWAS and candidate gene studies in other ethnic populations, to be associated with T2DM susceptibility and obesity-related phenotypes in a Kazakh population and to evaluate the differences between the Kazakh population and populations from the haplotype map (HapMap) database.
Materials and methods
Characteristics of the study populations
A total of 966 individuals living in Almaty during 2013-2014 and belonging to the Kazakh ethnicity participated in this study. Subjects were recruited from an annual health checkup conducted at the Asfendiyarov Kazakh National Medical University, and they were unrelated. The study population comprised 268 males and 698 females (age: 35 Blood samples were collected according to the study protocol, which was approved by the Ethics Committee of the National Center for Biotechnology of the Republic of Kazakhstan, Astana, Kazakhstan (number 11, 14.02.2010 ) and the Asfendiyarov Kazakh National Medical University, Almaty, Kazakhstan. Each participant was informed of the purpose and methods of the study, and written informed consent was obtained from all participants. If an individual indicated that he or she had an ancestor who was not a Kazakh, the blood sample from this individual was excluded from the study.
genotyping
We selected 41 single nucleotide polymorphisms (SNPs) that were previously associated with T2DM and obesity-related phenotypes for investigation in this study (Table S1 ). DNA was extracted from venous whole blood samples by the saltingout method. 10 SNP detection was performed using the TaqMan OpenArray Real-Time PCR Platform (Life Technologies, Foster City, CA, USA). The analyses were conducted according to the manufacturer's standard protocols, and genotype calls were made by the OpenArray SNP Genotyping Analysis Software, version 1.0.3. Data analyses were performed with the TaqMan Genotyper Software, version 1.3.
statistical analysis
Statistical analysis was performed using Haploview 4.2 11 and Arlequin 3.1 software. 12 The correspondence of the distributions of genotype frequencies to the Hardy-Weinberg equilibrium (HWE) was assessed using the χ 2 criterion (preliminary analysis) and exact tests using a Markov chain. Data from the HapMap database were used for the comparative analysis of the differences in genotype and haplotype frequencies among Kazakh and world populations (HapMap Genome Browser release number 27 [Phases I, II, and III -merged genotypes and frequencies]). 13 The exact test of population differentiation (Markov chain) method was used for the analysis. 12, 14, 15 Burn-in steps (dememorizations steps) of 10,000, followed by 100,000 Markov Chain steps, were applied. For block generations, the confidence intervals default algorithm was used (Haploview 4.2; minor allele frequency [MAF] ,0.05).
During the analysis of genetic relationship between the populations, several approaches were used: principal component analysis (PCA), cluster analysis, and multidimensional scaling (MDS). The method of choice for genetic distance calculation plays a crucial role in obtaining significant results; 16 therefore, we decided to use different methods for confirmation of the obtained results. PCA and MDS are used for the description of small-size data, which makes those methods valuable in the field of genetics.
PCA was carried out based on MAF. We considered 21 SNPs (other SNPs were excluded from the analysis due to absence of data) in the PCA of 12 populations (Table S2) . PCA was performed using the "prcomp" function for categorical PCA, implemented in R version 3.1.3. Genetic distance calculation (Nei's distance, angular distance or Edwards's distance, coancestrality coefficient of Edwards's distance, classic Euclidean distance or Rogers's distance, and absolute genetic distance or Provesti's distance) and MDS analysis were performed with the "ade4 package" for R statistical software. 
Results
Allele and genotype frequencies in the Kazakh population and comparative analysis
We genotyped 41 common SNPs (representing 25 genes/ loci), and 31 of these were in HWE (10 polymorphisms not in HWE were excluded from subsequent analysis). The allele and genotype frequencies of the remaining 31 SNPs are summarized in Table 1 .
We also performed a comparative analysis of the differences in genotype frequencies between the Kazakh population and the data of populations obtained from the HapMap 
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For individuals of the ASW group, genotype data were available for only 27 SNPs of the 31 studied SNPs. Twenty-one of these 27 SNPs showed a significant difference from those in the Kazakh population. For the CEU population, genetic analysis was performed for 31 SNPs. Sixteen of these SNPs were significantly different compared with those of the Kazakh population. For the CHB population, 18 of 31 SNPs showed significant differences compared with those of the Kazakh population. The comparative analysis showed significant differences among the Kazakh population and the CHD population for 25 SNPs. Fifteen SNPs were different between the Kazakh and the GIH populations. According to our results, significant differences were revealed for 15 of 31 (Table 2) .
According to the results of linkage disequilibrium analysis, one haplotype block consisted of two SNPs, ie, rs1042713 and rs1042714, in the Kazakh population (Table 3) . A comparative analysis of the haplotype frequencies was performed for the Kazakh population and data from the HapMap database. Our result showed that only the CEU and YRI populations formed a block in the ADRB2 gene. The frequencies of haplotypes TAC, TGC, and CGG were 0.500, 0.357, and 0.142 in the YRI population, respectively, whereas the frequencies of these haplotypes in the CEU population were 0.358, 0.167, and 0.465, respectively ( Table 4) .
Analysis of genetic relationship between the populations
The PCA of studied populations was computed based on MAFs (Table S2 ) and showed the differences between populations, accounting for 80% of the total genetic variation for the first two principal components (PCs). A plot of the first two PCs demonstrates three main clusters. The first cluster contains five populations: KZ, CEU, GIH, MEX, and TSI. The second cluster in space PC1-PC2 combines African populations such as ASW, LWK, MKK, and YRI. The third cluster includes three Asian populations (CHB, CHD, and JPT), which are dispersed along PC1 ( Figure 1 ).
To measure genetic distances, five methods were used: Nei's distance, angular distance or Edwards's distance, coancestrality coefficient of Edwards's distance, classic Euclidean distance or Rogers's distance, and absolute genetic distance or Provesti's distance. A matrix of genetic distances based on allele frequencies was obtained by the five methods. Based on the allele frequency data of the studied polymorphisms, matrices of genetic distances obtained by the five different methods were built (Tables 5 and S3 ). The obtained matrices of genetic distances comprised the source material for the cluster analysis and MDS. Using the matrix of genetic distances, a cluster analysis was performed, and a dendrogram was constructed (Figures 2 and S1 ).
According to Figure 1 , the LWK population is combined with the YRI population into one cluster (d=0.006), and populations ASW and MKK are combined into one cluster (d=0.008). Furthermore, these two clusters are joined. A cluster combining populations CHB and CHD (d=0.004) joins populations JPT (d=0.006) and KZ (d=0.020-0.024). Populations CEU and TSI (d=0.013), MEX (d=0.019-0.22), and GIH (d=0.024-0.029) form a separate cluster. These results were confirmed by other dendrograms obtained through matrices calculated by other methods ( Figure S1 ).
During the MDS of matrices, the graph of mutual arrangement of studied populations in the two-dimensional space was obtained (Figures 3 and S2) . As on the dendrogram, three separate clusters can be seen on the graph. However, the Kazakh population is located separately from the Caucasian, Asian, and African clusters.
Discussion
T2DM is a common, complicated disease that has a strong genetic predisposition. Environmental factors also play a decisive role in the development of T2DM by modulating gene expression through epigenetic mechanisms, including DNA methylation, histone modification, and microRNA regulation. A previous study showed that epigenetic changes are important for the development of T2DM. 17 At the moment, there are multiple studies on the genetic basis of T2DM in many populations; therefore, a few dozen loci associated with the risk of diabetes development have been identified. It is important to mention that the frequencies of T2DM genetic markers vary across different geographical regions and ethnic groups. Ethnicity significantly affects the allele frequency of polymorphic markers and thus the common genetic risk of the disease; therefore, more active study of the T2DM heredity basis in different ethnic groups is required. In addition, economic and dietary habits can play important roles in the allelic distribution worldwide. 18 In the present study, our objective was to summarize the current knowledge of the frequency distribution of these genetic variants in the population. There are three main directions of population genetic studies, including the study of autosomal markers, the study of mitochondrial DNA (mtDNA), and the study of Y chromosome polymorphism. 
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T2DM: distribution of genetic markers in Kazakh population population of that period, the ancient Kazakhstan (Andronov) Caucasoid type was widespread. On this basis, there was further development of the anthropological types in the territory of Kazakhstan. Mongoloid impurities in the anthropological composition of the local population in Kazakhstan were introduced in ancient times by Asian tribes. 21 With the gene-candidate approach, it was possible to identify several loci in the genome associated with diabetes predisposition: peroxisome proliferator-activated receptor gamma (PPARG) 23 and ATP-sensitive potassium channel (KCNJ11). 24 Gouda et al 25 showed that the 12Ala allele frequency ranged from 5.9% to 21.6% (median: 12.7%) for the Caucasian population and from 1.7% to 9.3% (median: 4.5%) for East Asian populations such as Chinese or Japanese. 25 In our study, the 12Ala allele frequency was 14% in the Kazakh population and 2%, 10%, 5%, 3%, 9%, 3%, 9%, [26] [27] [28] The product of the gene TCF7L2 is a high-mobility group box-containing transcription factor previously implicated in blood glucose homeostasis, which plays a significant role in the Wnt signaling pathway. Meta-analyses of the studies performed in East Asian populations showed that the MAF ranged between 28.8% and 37.3% (mean: 32.8%) for rs4506565. 29 The rs10811661 polymorphism located upstream of the CDKN2A and CDKN2B genes may confer increased risk for T2DM by affecting β-cell function. 30 For rs10811661, the C allele frequency was 28% in our cohort, and the frequencies of this polymorphism were significantly different between the Kazakh population and all 11 studied populations. Additionally, the frequencies of rs2383208 (CDKN2A/B) were significantly different between the Kazakh population and studied populations from HapMap, except the ASW, CEU, LWK, and MKK populations.
GIH (Gujarati
SNPs in CDKAL1 and FTO are associated with T2DM and T2DM-related traits. 31 The allelic distribution of these genes was also significantly different between the Kazakh population and the ASW, CHB, CHD, LWK, MKK, TSI, and YRI populations for four SNPs (rs9465871, rs7756992, rs8050136, and rs9939609) and the JPT population for SNPs in CDKAL1. In the Kazakh population, the risk allele in rs1111875 (HHEX) was found in 41% of individuals and was significantly different between the Kazakh population and the ASW, CEU, CHB, LWK, MEX, MKK, TSI, and YRI populations.
The product of SLC30A8 gene plays an important role in the regulation of maturation, storage, and secretion of insulin by β-cells. 32 In the Kazakh population, the T allele was found in 37% of individuals, and the frequencies of rs13266634 were significantly different between the Kazakh population and the studied populations from HapMap, except the CHD and JPT populations.
Zeggini et al 5 identified previously unknown loci associated with T2DM development: rs7961581 of TSPAN8-LGR5 gene, rs12779790 of CDC123-CAMA1D (possibly responsible for control of B-cell number by increased apoptosis) gene, rs7578597 of THADA gene, rs2641348 of ADAM30 gene, and rs10923931 of NOTCH2 (codes for transmembrane receptor required for pancreas development within prenatal period) gene. 5 Thus, a significant difference was found between the Kazakh population and the ASW, GIH, LWK, MKK, and YRI populations for rs2641348 and rs10923931 and between the Kazakh population and the studied populations from HapMap, except the MEX and TSI populations, for rs7578597. For rs12779790, the G allele frequency in our study was 16% in Kazakhs; the frequencies of these SNPs were significantly different between the Kazakh population and the CEU and YRI populations. For rs7961581, the C allele frequency was 25% in our cohort; the frequencies of these SNPs were significantly different between the Kazakh population and the CHD, GIH, TSI, and YRI populations.
The product of the ADRB2 gene is a lipolytic receptor in human fat cells, which stimulates lipid mobilization. Polymorphisms in this gene are associated with susceptibility to obesity. The rs1042713 and rs1042714 allele mutations at codons 16 and 27, respectively, appear to alter ADRB2 function by changing its amino acid structure. 33 In the Kazakh population, the frequency of allele A of rs1042713 was 42%, whereas it was 56%, 56%, 58%, 52%, 54%, and 50% in the ASW, CHB, CHD, LWK, MKK, and YRI populations, respectively. The frequencies of rs1042714 were available only for the CEU, CHB, JPT, and YRI populations in the HapMap database, and this SNP was significantly different between the Kazakh population and all these populations.
The MTHFR gene encodes the enzyme methylenetetrahydrofolate reductase, which is involved in folate metabolism. Many studies have shown that reduced MTHFR activity is a risk factor for T2DM. The polymorphism rs1801133 can reduce enzyme activity 34 and is associated with the risk of T2DM development. 35 The T allele of rs1801133 had a frequency of 28% in our cohort and 12%, 31%, 48%, 34%, 17%, 36%, 9%, 42%, 8%, 46%, and 9% in the ASW, CEU, CHB, CHD, GIH, JPT, LWK, MEX, MKK, TSI, and YRI populations, respectively. The frequency of this SNP was significantly different between the Kazakh population and the ASW, CHB, CHD, JPT, MKK, and YRI populations. Several studies also demonstrated that the frequency distributions of the MTHFR polymorphism (rs1801133) vary between different regional and ethnic groups. In addition, Wang et al 18 demonstrated that the allele frequency of this polymorphism varies across geographical areas and ethnic groups and suggests that environmental factors may exert selective pressures on genetic mutations. 18 Thus, a significant difference was found between the Kazakh population and the ASW, GIH, LWK, MKK, and YRI populations for rs2641348 and rs10923931 and between the Kazakh population and studied populations from HapMap, except the MEX and TSI populations, for rs7578597. For rs12779790, the G allele frequency in our study was 16% in Kazakhs; the frequencies of these SNPs were significantly different between the Kazakh population and the CEU and YRI populations. For rs7961581, the C allele frequency was 25% in our cohort; the frequencies of these SNPs were significantly different between the Kazakh population and the CHD, GIH, TSI, and YRI populations. Importantly, we found differences between all populations and the Kazakh population in the allele frequencies of several genes involving susceptibility to T2DM, including LEPR, TCF7L2, THADA, and CDKN2A/B. Additionally, the greatest differences compared with the Kazakh population were found for the YRI population.
According to the results of haplotype frequencies, only the CEU and YRI populations generated the block containing (Table 4 ). In the Kazakh population, the block contained only three haplotypes, whereas the CEU block contained four haplotypes. Moreover, their frequencies were different (Table 4) . The YRI population block contained three haplotypes, as did the Kazakh population. Additionally, the haplotype frequencies of ADRB2 in the YRI population were relatively closest to those of the Kazakh population.
Comparative analysis of allele frequencies of the studied SNPs showed significant differentiation among the studied populations. This result confirms that different racial and ethnic groups contributed to the Kazakh population. Of note, these results showed differences for only this group of SNPs, which are not representative of the entire genome variation of this population.
Many studies used PCA or MDS for the presentation of population structure results. [36] [37] [38] Clusters that combine studied populations demonstrate the proximity of their gene pools, which can be attributed to common origin and subsequent mixing of populations. According to various studies, the Kazakh population was formed as a result of mixture of the European and Asian populations. [39] [40] [41] PCA using allele frequencies (Figure 1) showed that European populations are the most closely related to the Kazakh population. Interestingly, according to the PCA, the studied populations formed three separate clusters, which included populations with similar origin. These data may indicate a significant Caucasian component in the Kazakh gene pool.
In addition, population studies of mtDNA showed high genetic diversity in Central Asia. Gonzalez-Ruiz et al 42 hypothesized that genetic diversity in this region may be the result of late mixing between the populations of Western and Eastern Eurasia. 42 Our data confirmed this hypothesis. Further, Tarlykov et al 19 revealed the high degree of genetic differentiation on the level of mtDNA. The majority of maternal lineages belonged to haplogroups common in Central Asia. In contrast, Y-short tandem repeat (STR) data showed very low genetic diversity. 19 The minimum genetic distance of the Kazakh population from the Japanese population is shown in Table 5 . Many studies have shown that populations from different continents that are geographically close also share genetic similarities. Recent studies have analyzed the origin and evolutionary relationship of different world populations and attempted to explain the genetic dispersion by geographical and linguistic characteristics with the use of large-scale genetic markers. According to one study, geographical location was considered the main factor; in other words, for geographically close populations, genetic and geographic distances are often highly correlated. 43 For thousands of years, Central Asia has been a place of intensive genetic and demographic processes, which can explain the sufficiently high proportion of interpopulation differences for this territorial group. Comparative analysis of allele frequencies of the studied SNPs showed significant differentiation among studied populations. This result confirms that different racial and ethnic groups have contributed to the Kazakh population.
Importantly, the position of the investigated populations on the dendrogram is generally consistent with their major ethnogeographical formations. As for the Kazakhs, despite some mixture of Mongoloid features in their anthropological type, their genetic proximity to the Japanese and their intermediate position between European and Asian populations suggests the contribution of Caucasoid and Mongoloid components in the formation of their gene pool.
There are several limitations of this study. First, this study did not contain a separate validation cohort. Second, a relatively limited sample of Kazakhs was investigated. Ten SNPs out of the 41 tested were filtered out due to deviation from the HWE. All SNPs tested are associated with T2DM and obesity. Based on the literature, diabetes is ranked as the third most common cause of death in the world. In our opinion, this observed phenomenon confirms that selected SNPs have a considerable effect on the predisposition to development of diabetes. Carriers of the homozygous alleles may simply have a higher chance of death, which disrupts normal allele distribution. The Kazakhs, among other ethnic populations, have their own genetic profile, and the hypothesis mentioned here likely has more serious implications for Kazakhs than for others. It should be noted that the number of men and women in the study group is not the same, which may indicate selection bias of participants. T2DM is more frequently diagnosed in men of lower age and BMI; however, the most prominent risk factor, which is obesity, is more common in women. Diversity in biology, culture, lifestyle, environment, and socioeconomic status impacts differences between males and females in 
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T2DM: distribution of genetic markers in Kazakh population predisposition, development, and clinical presentation of T2DM. 44 Furthermore, the analyzed SNPs were not randomly chosen. Thus, another possible limitation might be the fact that the frequencies of SNPs not randomly chosen may not represent actual distributions. However, some studies showed that disease-associated SNPs are not significantly different from SNPs chosen at random across populations. 33, 45, 46 
Conclusion
Genetic variants that contribute to risk of common disease may differ in frequency across populations. Our results revealed significant variations in the frequencies of studied SNPs between Kazakh and all other populations examined. According to PCA, the Kazakh population was clustered with the Caucasian population, and this result may indicate a significant Caucasian component in the Kazakh gene pool. Additionally, the studied SNPs are not representative of the entire genome variability of the Kazakh population, at least as it pertains to T2DM. Our study may explain the genetic impact of metabolic diseases affecting Kazakhs.
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